Honeybee pathogens have an important role in honeybee colony mortality and colony 1 4 losses, most of them are widely spread and necessitate worldwide solutions to contrast 1 5
1 0 0 paper. Twenty punches for each paper were pooled in a 2 ml Eppendorf and stored at 1 0 1 -80°C until processed for RNA extraction. Total RNA extraction was performed on faeces, and honeybees using RNeasy mini Kit 1 0 7 (Qiagen, Hilden, Germany). RNA from dead honeybees belonging to control and two 1 0 8 experimental groups was extracted from pool of three days sampling. After 24 days the 1 0 9 survivor honeybees were pooled and RNA extracted to viral load analysis. Briefly, 1 1 0 punched papers with faeces or bee samples were homogenized by a stainless-bead (5 1 1 1 mm Ø) in a Tissue Lyser II (Qiagen, Hilden, Germany). Total RNA was eluted in 30 μ l 1 1 2
RNase-free water and quantified by a Qubit RNA HS kit on the Qubit fluorometer Caspase-3 activity was measured by the Caspase-3/CPP32 colourimetric Assay Kit 1 3 0 (BioVision, USA). The assay is based on the spectrophotometric detection of the 1 3 1 chromophore p-nitroaniline (pNA) after cleavage from the labelled N-Acetyl-Asp-Glu-
Val-Asp p-nitroanilide substrate (DEVD-pNA). Two pools of three abdomens for each 1 3 3 treatment (G 0 , G 0.5 and G 2 ) were tested. Briefly, the abdomens were mixed with 300 μl were measured at 405 nm in a microtiter plate reader. Survival rate analysis showed statistical differences among all experimental groups 1 5 8 (p<0.001). When survival rates were analysed by a range of 5 days, control group (G 0 ) 1 5 9
showed higher survival rate than G 2 from day 6 onwards while resulted higher than G 0.5 1 6 0 in the 21-24 days interval only ( figure 1) . At the 24 th day of rearing the three The mean daily syrup consumption for the control and the two experimental groups groups. two experimental groups and between G 0,5 and control while only at day 24 G 0 resulted 1 7 4 significantly higher than G 0.5 (p<0.05). No statistical differences were observed for the viral loads of dead honeybees collected 1 7 7
during the experiment. The median for G 0 , G 0.5 and G 2 viral load values were 1.05E+05, 1.09E+04 and 1 7 9
8.28E+03, respectively. The PO activity observed at T0 was lower than that observed after 24 days of trial, The Caspase-3 activity resulted in no significantly different among diet groups. The 1 9 4 mean of the absorbance values at 405nm resulted in 0.230±0.036, 0.270±0.023 and 1 9 5 0.168±0.073, for G 0 , G 0.5 and G 2 , respectively. The use of 1,3-1,6 β -glucans as a diet supplement for DWV infected honeybees has supplemented with different concentration of during a period of 24 days. survival rate recorded for G 2 and G 0.5 group is in consequence of increased mortality 2 1 0 recorded in the 6-10 and 21-24 days intervals, respectively. This result suggests a Córdoba Aguilar(2012), respectively. No statical differences were observed on the food intake among control bees and the 2 1 7 two experimental groups, indicating that 1,3-1,6 β -glucans does not determine lower or 2 1 8
higher attractiveness than only syrup diet. Caspase-3 activity was not different among 2 1 9
groups. Since caspase is an indicator of apoptosis this result indicated that β -glucans 2 2 0 administrated as a supplementary diet on honeybees does not induce apoptosis. honeybees. honeybees, further evidences should be necessary in order to define their posology and 2 4 4
